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Supplementary Figure 1. Flow cytometry analysis of F4/80 and CD11b expression under
the treatment with 2-DG and IL-4 for 48 h.

The freshly isolated peritoneal macrophages were pretreated with 2-DG for 1 h and stimulated
with IL-4 for 48 h. The expression of F4/80 and were assayed by flow cytometry (A) and
percentages of F4/80+CD11b+ cells were summarized (B). Data were shown as mean &= S.D. (N
= 4). No significance was detected.
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Supplementary Figure 2. LDH release by macrophages cultured in vitro.

The freshly isolated peritoneal macrophages were pretreated with 2-DG for 1 h and
stimulated with IL-4 for 48 h. Experiments were done more than two times. Data were
shown as mean = S.D. (N = 4). No significance was detected.
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Supplementary Figure 3. Hifl-a protein expression in macrophages
treated with IL-4 and/or 2-DG.

The freshly isolated peritoneal macrophages were pretreated with 2-DG for 1 h
and stimulated with I1L-4 for 48 h. Cell lysates were used to perform Western
blot experiments and evaluate protein expression. The intensities of Hifl-a
bands in three experiments were summarized. *p<0.05, **p<0.01 compared
with the indicated group.
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Supplementary Figure 4. The phosphorylated-AMPK protein expression
in macrophages treated with IL-4 and/or 2-DG.

The freshly isolated peritoneal macrophages were pretreated with 2-DG for 1 h
and stimulated with IL-4 for 48 h. Cell lysates were used to perform Western
blot experiments and evaluate protein expression. The intensities of
phosphorylated-AMPK bands in three experiments were summarized. **p<0.01
compared with the indicated group.
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Supplementary Figure 5. The effects of 2-DG on B16 cell survival and proliferation.

The B16 tumor cells were treated with different concentrations of 2-DG (1 mM) in vitro for 24 h, 48 h and 72 h.
The MTT assay and cell number counts were done. *p<0.05, **p<0.01 compared with the control group which
was treated with 0 mM 2-DG.
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Supplementary Figure 6. H&E staining of lung tissues of control or 2-DG-treated
OVA-challenged mice were presented.

More infiltrated of the tracheal and bronchiolar epithelia by numerous inflammatory
cells, was observed in OVA-challenged mice compared with 2-DG treated group. OVA-
sensitized and challenged mice displayed most bronchi or vessels were surrounded by
a thick layer which was improved under the 2-DG treatment.
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Supplementary Figure 7. To identify immune cell populations in BALF of normal mice by multiple-colors

flow cytometry and sequential gating analysis.

After the exclusion of doublets and debris, immune cells were identified using the pan-hematopoietic marker CD45.
In normal mouse lungs, a sequential gating strategy was used to identify populations expressing specific markers:
alveolar macrophages (SiglecF*CD11c*), neutrophils (CD11b*Ly6G"), eosinophils (SigecF*CCR3*CD11b*), and

lymphocytes (CD4*/CD8).

[ Eos 4.6
—
—
o)
O

Siglec F

—




MFI

SSC
SSC

CDl11c

FSC— CD45 SiglecF CD206 ——»

Supplementary Figure 8. Gating for analysis of CD206 expression on CD45+CD11c+SiglecF+
macrophages of BALF.
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Supplementary Figure 9. Sorting the alveolar macrophages and the cell purity after sorting.

The alveolar macrophages were sorted by flow cytometry (A) and the purity of the CD45+CD11c+SiglecF+
macrophages was nearly up to 98% (B).



